In contrast to the current believe that angiotensin II (Ang II) only interacts with the sympathetic nervous system (SNS) as a circulating hormone, we document here the existence of an endogenous renin-angiotensin system (RAS) in the sympathetic coeliac ganglion and the angiotensinergic innervation with mesenteric resistant blood vessels. Our findings indicate that Ang II is synthesized inside the neurons of sympathetic coeliac ganglion and may act as an endogenous neurotransmitter locally on the mesenteric resistant blood vessels.
Determination of relative levels of angiotensinogen (Ang-N), renin and angiotensinogen converting enzyme (ACE) mRNA by quantitative realtime RT-PCR (RT-qPCR) and in situ hybridization of Ang-N mRNA in rat coeliac ganglia.
Reverse transcribed total RNA extracts of rat coeliac ganglia from different rats were tested by qPCR for the presence of Ang-N mRNA (a), for renin mRNA (b), and for ACE mRNA (c). Total RNA from liver (a), kidney (b), and lung (c) were used as a reference, respectively, and all relative mRNA values were normalized to 18S rRNA levels. Average values and standard deviations of 4 qPCR measurements are shown. For in situ hybridization, 6 m thick consecutive paraffin sections were processed as described in supplementary methods. d) antisense probe. e) control with sense probe, revealing no staining. Bar: 50 μm. Subsequently, the sections were incubated with 2x SSC for 30 minutes at room temperature, followed by 1hour in 2x SSC at 45 °C and 1 hour in 0.1x SSC at 45 °C. Sections were equilibrated for 5 minutes with buffer 1 (100 mM Tris, 150 mM NaCl, pH 7.5), then incubated with alkaline phosphatase-coupled antidigoxigenin antibody (Roche) 1:500 diluted in buffer 2 (10x blocking solution diluted with buffer 1) for 2 hours at room temperature, followed by two 5 minutes washes with buffer 1. Finally, after 5 minutes equilibration with buffer 3 (100 mM Tris, 100 mM NaCl, 50 mM MgCl 2 , pH 9.5), the colour reaction containing NBT and BCIP in buffer 3 was completed according to manufacturer's protocol (Sigma).
Immunocytochemistry
For immunocytochemical incubations, our protein G purified murine monoclonal antibody against Ang II was used at a concentration of 0.3 µg/ml in buffer solution. This is a self-generated affinity purified monoclonal antibody against the synthetic peptide Ang II (4B3). The specificity for this monoclonal antibody against Ang II (4B3) has been previously documented and it produced the same staining as polyclonal antibody against Ang II in rat adrenal glands 
